Appl. No. 09 292,053 ^ 
Ameodinent dated .Ma\ 14. 2O03 
Reply to Office action of Januan 14. 20C 
I Attorne\ Ref No.: 03^003 - ()2"5~39 



IN THE SPECIFICATION 

• Please replace the paragraph beginning at page 50, line 1, with the following rewritten 
paragraph: 

A second independent PCR amplification of the light chain from cDNA of primate 
monoclonal antibod\ 6G5 was effected using a 5' prmier early leader sequence of lambda 
light chain family 2 (pnmer 745) (SEP ID NO: 15) and the 3' J region primer 926 (SEP ID 
NO: 17) . (See Primers for PCR of the lambda light chain variable domain of 6G5 in Tables 
1-3 (SEP ID NOs: 9-25) . The isolated PCR product (see technique above) was cloned into 
TA vector by using the Priginal TA Cloning( Kit (Invitrogen Catalog # K2000-01). The 
isolated miniprep DNA (see technique above) was examined under agarose gel 
electrophoresis after digestion with EcoR I restriction endonuclease. The resultant PCR 
product comprised in the TA vector was then sequenced (as described previously) using Sp6 
(SEP ID NO: 26) and M13(-40) (SEP ID NO: 27) forward primers (See Sequencmg primers 
in Table 4 (SEP ID NPs: 26-35) ). The resultant light chain sequence was identical to that of 
light chain from the first PCR. This entire sequence of the light chain variable domain of 
primate monoclonal anti-human CD23 antibody 6G5 is presented below (SEP ID NO: 1 ) - 

• Please replace the captioned paragraph at the bottom of page 50 with the following 
rewritten paragraph: 

Light chain variable region of primate monoclonal antibody 

anti-human CD23 6G5 Leader 

t 

O ' Met Ala Trp Thr Leu Leu Leu Val Thr Leu Leu Thr Gin Gly Thr 

ATG GCC TGG ACT CTG CTC CTC GTC ACC CTC CTC ACT CAG GGC ACA 
-1 

Gly Ser Trp Ala 

GGA TCC TGG GCT (SEP ID NO: 1 - bases 1-57) - - 
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• Please replace the captioned paragraph beginning at page 51, line 1, with the following 
rewritten paragraph: 

-- IVIature Protein (Numbering is Kabat) 
Framework 1 

1 9 11 

Gin Ser Ala Pro Thr Gin Pro Pro Ser Val Ser Gly Ser Pro Gly 

GAG TCT GCC CCG ACT CAG CCT CCC TCT GTG TCT GGG TCT CCT GGA 

20 23 

Gin Ser Val Thr lie Ser Cys 

CAG TCG GTC ACC ATC TCC TGC (SEP ID NO: 1 - bases 58-123) -- 

• Please replace'lhe paragraph beginning at page 51, line 9, with the following rewritten 
paragraph: 

CDR 1 

24 27 27A 27B 27C 28 34 

Thr Gly Thr Ser Asp Asp Val Gly Gly Tyr Asn Tyr Val Ser 
ACT GGA ACC AGC GAT GAG GTT GGT GGT TAT AAC TAT GTC TCC (SEQ ID NO: 1 

-bases 124-165) - 



• Please replace the paragraph beginning at page 51, line 13, with the following rewritten 

paragraph; _ _ ______ 

Framework 2 



Trp Tyr Gin His His Pro Gly Lys Ala Pro Lys Leu Met lie Tyr 

TGG TAC CAA CAC CAG CCA GGC AAA GCC CCC A7^ GTC ATG ATT TAT (SEQ ID 
NO: 1 - bases 166-210) - 
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• Please replace the paragraph beginning at page sTlme 17 vvtth the fnU 

paragraph: f -^i, nne i /, with the following rewritten 



CDR2 



5° 56 



Asp Val Ala Lys Arg Ala Ser 

GAT GTC GCT AAG CGG GCC TCA (SEaiDNOM.J,^^ 

p'aragi:;" "'^"^ ''''''''' '^^'""^"^ P^^^ - ^1, with the following rewritten 

- Framework ^ 

70 

Gly val ser Asp Arg Phe Ser Gly Ser Ly. Ser Gly A.n Thr Ala 

80 

88 

Tyr Cys 

TGT iSEQJD^JOM_^base^232^327! r. 

pJ^lZ ^"^^^^P'^ ^^-^'""-^ P^^^ '-e 7, with the following rewritten 

- CDR3 

^° 95 95A 96 97 

Cys Ser Tyr Thr Thr Ser Ser Thr Leu Leu 

TGT TCA TAT ACA ACC AGT AGC ACT TTG TTA (SmiDmn^^S 32S-357 ^ - 
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- Framework 4 

98 100 

106 10 6A 107 
Phe Gly Arg Gly Thr Arg Leu Thr Val Leu Gly 

-C CGA .0. CGO .CG GGC TTG .CG OTC G.. GOT iS^iDNa^^Ml. 
390} |- 

'wnXarS;*^ ^^""""^^ P^^^™"^ - Page 52. „ne ,5, with ,he fo„owi„g 

CD23 anfi bodv 6GS hy Prp 

Th. firs, PCR a.p„fica„o„ of ,he heavy chain variable domain fro. cDNA of 
pnnraie .o„oc,„„a, a„„hody 505 was performer ,he se, of ear,y ieader sZ e 

pnnrers described supra and ,he 3' i reg,on pnn,er GE244 tSEOIDNa 23, Th 

.n rabies ,-3 ,.£0.,,,^ reac.tT^ff 3 ^ 

r::, ™?" ^-"^ - ^--^ - .he d , 

a d h,a.ed ,„,o N5LG, and d.ges.ed wi,h ,he sa.e endon.Ceases in ,he firs. PCR 
an,p„fica„o„. The resoi.an, ,i«a„o„ „,i...re was ,ra„sfon.ed bos. ceiis asin, . sa^ 
-.n,,.es for Conin, .he ,i,h. cha.n, P,asn„d N5LG, con.a.nin, .he 350 base PCR pr c 
was then .sola.ed and sequenced (using se.uencng pn.ers 266 (SEOiDNOJa) and 

.These Se,uenc,n, pri.ers are se. ro„t^^:^;7SLa. 



p'ara":;" ^=8"™"^ a. page 53. line ,0, u,.h ,he fCou.ng rewn„en 



cha,„ wr,able don.an, o. prinrate n.onoclonal annbodv 605 us,„. a 5' earlv leader 
pnmer for fan„l.v , ..MBI503) ISEOJD xo^ 18, .nd" v 

NO ,3, ITU. LtUJDNQaSJ and a 3 J' reg.on pnmer GE244 jSEO ID 

(These prnners arc also con.ained ,n Tables 1-3 ISEJ^ID^O^i^/^ 
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resultant PCR product was then cloned into the NSLGl using the same techniques described 
supra. Its sequence w as found to be identical to the first PCR product. -- 

• Please replace the paragraph beginning at page 53, line 19, with the following rewritten 
paragraph: 

4- Therefore, in order to clone the whole heavy variable domain of 6G5 including the 
missing 5' terminus a new longer 3" primer ( ME1533 MB1533 ) (SEP ID NO: 25) which 
included the CDR3 and framework 4 regions of the 6G5 heavy \ anable chain was then used 
in a third independent PCR reaction with the family 1 5' primer (MB 1503) (SEP ID NO: 18) . 
(These primers are also contained in Tables 1-3 (SEP ID NOs: 9-25) .) ^- 

• Please replace the paragraph beginning at page 54, line 9, with the following rewritten 
paragraph: 

A fourth independent PCR was performed using the same primers as the third PCR 
amplification. This resulted in a PCR product which was isolated and cloned into the TA 
vector as described previously. The sequence of the fourth independent PCR product was 
found to be identical to that obtained in the third PCR amplification. This sequence, which 
comprises the heavy chain variable domain of primate monoclonal anti-human CD23 
antibody 6G5, is presented below (SEP ID NO: 3) . ,f 

• Please replace the captioned paragraph beginning at page 54, line 18, with the following 
rewritten paragraph: 

- Heavy chain variable region of primate monoclonal antibodv 
anti-human CD23 6G5 

Leader 

Met Lys His Leu Trp Phe Phe Leu Leu Leu Val Ala Ala Pro Arg 
ATG AAA CAC CTG TGG TTC TTC CTC CTC CTG GTG GCA GCT CCC AGA 

-1 

Trp Val Leu Ser 

TGG GTC CTG TCC (SEO ID NO: 3 - bases 1-57) - - 
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*w":rparapH*^ P"^*™"^ ^ - Pase «, ,.„e ,, ...h fo„o. 



-n .eu o.n .e. 0I„ ol. se. 0., p.o 01, v., Va. p.. 

20 

- .CC CO .CO C.C .CC .CC OC. 0.C .c. 00. OOC .c. 0.C .00 ^ 
NQ:J^-_bases_58:J47) - - 



^ CDRl 

35 35a 

Ser Ser Asn Trp Trp Thr 

AO. AOTJ^O TOO TOO ACC ISEajDNO^^fe^UM - - 

* wnXart"p^' """""^^ ^ Pa=- 55. „„e , 3, „„„ f„„„„ 

Framework 7 



36 



40 



XOO „c COC CAO COC CC. 000 ^0 OOA CO OAO .00 OO. 
i-i2asesj6(>207) - - 
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• Please replace the captioned paragraph beginning at page 55, line 1 7, with the follow ing 
rewritten paragraph: 

»t CDR2 

50 52 52A 53 60 

Arg He Ser Gly Ser Gly Gly Ala Thr Asn Tyr Asn Pro Ser Leu 
CGT ATC TCT GGT AGT GGT GGG GCC ACC AAC TAG AAC CGG TCC GTC 
65 

Lys Ser 

AAG AGT (SEP ID NO: 3 - bases 208-258) - - 



• Please replace the captioned paragraph beginning at page 56. line 1 , with the following 
rewritten paragraph: 

Framework 3 

66 70 80 

^ Arg Val He He Ser Gin Asp Thr Ser Lys Asn Gin Phe Ser Leu 
CGA GTC ATC ATT TCA CAA GAG ACG TCC AAG AAC GAG TTC TCC CTG 

82 82a B2b 82c 83 90 
Asn Leu Asn Ser Val Thr Ala Ala Asp Thr Ala Val Tyr Tyr Cys 
AAC CTG AAC TCT GTG ACC GCC GCG GAG ACG GCC GTG TAT TAG TGT 
94 

Ala Arg 

GCC AGA (SEQ ID NO: 3 - bases 259-354) - - 

/ 

• Please replace the captioned paragraph beginning at page 56, line 1 1 , w ith the following 
rewritten paragraph: 

-r CDR3 

95 100 100a 100b 100c lOOd 101 102 
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Asp Trp Ala Gin He Ala Gly Thr Thr Leu Gly Phe 

GAT TGG GCC CAA ATA GCT GGA ACA ACG CTA GGC TTC (SEP ID NO: 3 - 

bases 355-390) -- 



• Please replace the captioned paragraph beginning at page 56, line 15, with the following 
rewritten paragraph: 

-/ Framework 4 

103 110 113 

Trp Gly Gin Gly Val Leu Val Thr Val Ser Ser 

TGG GGC GAG GGA GTC CTG GTC ACC GTC TCC TCA (SEP ID NO: 3 - baseS 391-423) 



• Please replace the captioned paragraph beginning at page 57, line 17, with the following 
rewritten paragraph: 

J^- 1. Cloning the light chain variable domain of primate monoclonal anti-human CD23 
antibody 5E8 by PCR 

The first PCR reaction of the light chain variable domain from FEE cDNA was 
carried out using a set of kappa early leader sequence primers and the 3' J region primer 
GE204 (SEP ID NO: 13) . (See primers for PCR of the kappa light chain variable domain of 
5E8 in Tables 1-3 (SEP ID NPs: 9-25) ). A 420 base PCR product was obtained. The isolated 
420 base PCR product was digested with Bgl II and BsiW I restriction endonucleases, cloned 
into the mammalian expression vector N5KG4P and sequenced using GE108 (SEQ ID NP: 
29) and 377 (SEP ID NP: 30) primers (which are contained in Table 4 (SEP ID NPs: 26- 
35)): The mammalian expression vector N5ICG4P is identical to the vector N5LG4P except it 
contains the human kappa light chain constfant region is place of the human lambda light 
chain constant region. Sequencing of this 420 poKnucleotide DN.^ revealed that it contains 
the entire kappa light chain variable domain. - - 
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pa.":;' "^'^ -i'h .he fo,low,„g .ewn„e„ 

-- A second independent PGR of ,he light chain variable reg.on was perfon„ed using the 
^' fam.ly I prtntcr GE20I (SE(2iDNa9J and the 3' primer GE204 (mUDNQUli (See 
pnnters for PGR of the kappa l.ght chain variable domain of 5E8 ,n Tables 1-3 (SEfiUD 
NQSU«5J). The isolated PGR product was cloned tnto the TA vector (us.ng methods 
previously described) and sequenced using Sp6 lSEaiDNa26) and T7 promoter ISEOiE 
pnmers. Sequencing revealed that this PGR product was identical to that obtained 
from the first PGR. The entire sequence of the l.ght chatn vanable domatn of primate 
monoclonal anti-human CD23 antibody 5E8 ,s presented below (SEC ID NO^ St - 



rewr^"«::;a%r:;h!'' ^^^^-^ ^' P^8^ >. wi'h .he following 

:- Light chain variable re,io„ of primate n.onn.ln.,,1 ,^ ,ihoa. .n.i-h.....„ r^n,, .p., 
Leader 

Met ASP Met Arg Val Pro Ala Gin Leu Leu Gly Leu Leu Leu Leu 

- 1 

Trp Leu Pro Gly Ala Arg Cys 

TGG CTC CCA GOT GCC AGA TGT (SEQ ID NO: 5 - h...^Kf^ 



• vv^n::^^^ ^^^--"^ - P^^^ 9. wtth the ,ng 

stature Protein (Nnm bering is Kah^t) 
Framework 1 
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20 23 
Gly Asp Arg Val Thr He Thr Cys 

CAC AOA CTC ACC ATC ACT T.C (SEOiDM^^^^aa^^TJiSj - - 

* wnX:5:;U'^ ^^P"™^^ P^'^^-P" - page 59,1i„e , 7, w„h ,he foMowing 

- CDRl 



- oc. .0. CO 0.C ... ... (SEOiDNO^^,,,,,^ 



P-'^-P^ ^^^--g a, pa^e 59, „„e 2,, w„h ,he follow,., 
Frameworif 7 



-0 TAX CAO ..A CCA C.A AAA OC. COT A.0 CTC CXC ATC T.T ^ 



• Please replace the captioned paragraph beainnina 
rewritten paragraph- F" oe^mning 



at page 59, hne 25, with the followi, 



CDR2 



Val Ala Ser Ser 



'-•eu Gin Se 
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GTT GCA TCC AGT TTG CAA AGT (SEQ ID NO: 5 - bases 2 1 4-234) - - 

• Please replace the captioned paragraph beginning at page 60, line 1, with the follow ing 
rew ritten paragraph: 

Framework 3 

57 60 70 

Gly Val Pro Ser Arg Phe Ser Gly Ser Gly Ser Gly Thr Glu Phe 
GGG GTC CCA TCA AGG TTC AGC GGC AGT GGA TCT GGG ACA GAG TTC 

80 

Thr Leu Thr Val Ser Ser Leu Gin Pro Glu Asp Phe Ala Thr Tyr 
ACT CTC ACC GTC AGC AGC CTG CAG CCT GAA GAT TTT GCG ACT TAT 
88 

Tyr Cys 

TAG TGT (SEP ID NO: 5 - bases 235-330) -a 

• Please replace the captioned paragraph beginning at page 60, line 1 1, w ith the follow in 
rewritten paragraph: 

-- CDR3 

89 90 97 
Leu Gin Val Tyr Ser Thr Pro Arg Thr 

CTA CAG GTT TAT AGT ACC CCT CGG ACG (SEO ID NO: 5 ^ bases 331-357) - - 



• Please replace the captioned paragraph beginning at page 60. line 15, w ith the follow in 
rew ritten paragraph: 

i - Framework 4 



98 100 107 

Phe Gly Gin Gly Thr Lys Val Glu lie Lys 
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TTC GGC CAA GGG ACC AAG GTG GAA ATC AAA (SEP ID NO: 5 - bases 358-387) - - 

• Please replace the captioned paragraph beginning at page 60, line 19, with the follow ing 
rewritten paragraph: 

2) Cloning the heavy chain variable domain of primate monoclonal anti-human 
CD23 antibodv 5E8 bv PCR 

The first PCR of the heavy chain variable domain of 5E8 was perfomied using a set of 
5' early leader heavy chain sequence primers and the 3' primer GE210 (SEP ID NO: 24 ). (See 
primers for PCR of the heavy cham variable domain of 6G5 and 5E8 in Table 1 (SEQ ID 
NOs: 9-13) ). A 420 base PCR product appeared in the family 3 primer reaction. The PCR 
product was purified and then digested with Nhe I and Sal I and cloned into the mammalian 
expression vector N5KG4P vector (as described previously). The PCR product was 
sequenced using the 268 (SEP ID NO: 33 ) and 928 (SEP ID NP: 35 ) primers. (See 
sequencing primers in Table 4 (SEP ID NPs: 26-35) .) 

• Please replace the captioned paragraph beginning at page 61, line 6, with the following 
rewritten paragraph: 

A second independent PCR of the heavy chain variable domain of 5E8 was performed 
using the family 3 5' primer GE207 (SEP ID NP: 20 ) and the 3' pnmer GE210(SEP ID NP: 
24). (See primers for PCR of the, heavy chain variable domain of 6G5 and 5E8 in Tables 1-3 
(SEP ID NPs: 9-25 )). The isolated PCR product was cloned into a TA vector using the same 
techniques previously described and sequenced by using Sp6 (SEP ID NP: 26 ) and T7 (SEQ 
ID NP: 28 ) primers. Sequencing revealed that the TAC at codon 91 had been changed into 
TGC. 

y 

• Please replace the captioned paragraph beginning at page 61, line 14, with the following 
rewritten paragraph: 

In order to dctcmiine the appropriate codon at 91, a third independent PCR was 
pertbnned using the same primers as the second PCR (see abo\e). The PCR product was 
again cloned into a TA vector and sequenced using Sp6 (SEP ID NP: 26 ) and T7 (SEQ ID 
NP: 28 ) primers. The sequence was found to be identical to the heavy chain variable 
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sequence obtained in the first PCR. Therefore, the TGC at position 91 in the second 
independent PCR product is apparently the result of an error introduced during PCR. This 
entire sequence of the heavy chain variable domain of pnmate monoclonal anti-human CD23 
antibody 6G5 is presented below (SEP ID NO: 7) .L^ - 

• Please replace the captioned paragraph beginning at page 62, line 1, with the following 
rewritten paragraph: 

-.■^ Heavy chain variable region of primate monoclonal antibody 
anti-human CD23 5E8 Leader 

Met Glu Phe Gly Leu Ser Trp Val Phe Leu Val Pro Leu Leu Lys 
ATG GAG TTT GGG CTG AGC TGG GTT TTC CTT GTT CCT CTT TTG AAA 
-1 

Gly Val Gin Cys 

GGT GTC GAG TGT (SEQ ID NO: 7 - bases 1-57) r"- 



• Please replace the captioned paragraph beginning at page 62, line 9, with the following 
rewritten paragraph: 

-jt Mature Protein (Numbering is Kabat) 
Framework 1 

1 10 
Glu Val Gin Leu Val Glu Ser Gly Gly Gly Leu Ala Lys Pro Gly 
GAG GTG CAG CTG GTG GAG TCT GGG GGC GGC TTG GCA AAG CCT GGG 
20 30 
Gly Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe Arg Phe Thr 
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GGG TCC CTG AGA CTC TCC TGC GCA GCC TCC GGG TTC AGG TTC ACC (SEQ ID 

NO: 7 -bases 58-147) 

• Please replace the captioned paragraph beginning at page 62. line 1 7, with the follow ing 
rewritten paragraph: 

- - CDR 1 

31 35 35a 35b 

Phe Asn Asn Tyr Tyr Met Asp 

TTC AAT AAC TAG TAG ATG GAG (SEQ ID NO: 7 - bases 148-168) tf- 



• Please replace the captioned paragraph beginning at page 62. hne 21, with the following 
rewritten paragraph: 

Y- Framework 2 

36 40 49 

Trp Val Arg Gin Ala Pro Gly Gin Gly Leu Glu Trp Val Ser 
TGG GTC CGC CAC GCa CCA GGG CAG GGG CTG GAG TGG GTC TCA (SEP ID NO: 7 

-bases 169-210) -- 

• Please replace the captioned paragraph beginning at page 63, line 1 , with the following 
rewritten paragraph: 

CDR2 

50 52 52A 53 60 

Arg He Ser Ser Ser Gly Asp Pro Thr Trp Tyr Ala Asp Ser Val 
CGT ATT AGT AGT AGT GGT GAT CCC AGA TGG TAC GCA GAG TCC GTG 
65 

Lys Gly 

AAG GGC (SEP ID NO: 7 - bases 21 1-261 ) -- 
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• Please replace the captioned paragraph beginning at page 63, line 8, with the follow ing 
rev^^ltten paragraph: 

Framework 3 

66 70 80 

Arg Phe Thr lie Ser Arg Glu Asn Ala Asn Asn Thr Leu Phe Leu 
AGA TTC ACC ATC TCC AGA GAG AAC GCC AAC AAC ACA CTG TTT CTT 

82 82a 82b 82c 83 90 
Gin Met Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys 
CAA ATG AAC AGC CTG AGA GCT GAG GAC ACG GCT GTC TAT TAG TGT 
94 

Ala Ser 

GCG AGC (SEP ID NO: 7 - bases 262-357 ) -f ^ 



• Please replace the captioned paragraph beginning at page 63, line 18, with the followin 
rewritten paragraph: 

CDR3 

95 100 101 

Leu Thr Thr Gly Ser Asp Ser 

TTG ACT ACA GGG TCT GAC TCC (SEQ ID NO: 7- bases 358-378) 

• Please replace the captioned paragraph beginning at page 63, line 22. with the follow in 
rewritten paragraph: 

Framework 4 
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103 110 113 

Trp Gly Gin Gly Val Leu Val Thr Val Ser Ser 

TOG GGC CAG GGA GTC CTG GTC ACC GTC TCC TCA (SEQ ID NO: 7 - bases 379- 



• Please replace the captioned paragraph beginning at page 65, line 3, with the following 
rewritten paragraph: 

A first PCR was done using N5KG4P + 5E8 as a template and a 3' primer 
(corresponding to codon 71 to 79) and which contains a mutation at codon 75 (AAC changed 
to AAG, Primer MB 1654 (SEP ID NO: 39) , and a 5' primer at the beginning of the leader 
sequence (Primer MB 1650) (SEP ID NO: 36) . (See PCR Primers Used for the Generation of 
a Glycosylation Mutant of the Heavy Chain Variable Region 5E8 set forth in Table 5 (SEQ 
ID NPs: 36-39) ). i - 



• Please replace the captioned paragraph beginning at page 65, line 10, with the following 
rewritten paragraph: 

A second PCR was performed on the same template by using a 5' primer 
(corresponding to codon 71 to 79) containing the same mutation (Primer MB 1653) (SEP ID 
NO: 38) and a 3' primer from the end of framework 4 (Primer MB 1651) (SEO ID NO: 37) 
(See PCR Primers Used for the Generation of a Glycosylation Mutant of the Heavy Chain 
Variable Region of 5E8 in Table 5 (SEP ID NOs: 36-39) .) - - 



• Please replace the captioned paragraph beginning at page 65. line 16. w ith the follow ing 
rewritten paragraph: 
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V These nvc PCR products were ,so,a,ed »d „,.ed in e,„., n,o,ar ra.ios ^ ,h,rd 
.ndependen, PCR ,He„ ca„,ed o. .e ....e of ,„e n., a„d seeond PC 

. . * * °' ='^P'''''S'ne 75 had been changed .o 



. . Please replace Tables 1-5 a, page 66, „„e ,2. w,.h ,he fo„ow,„g rewn„e„ Tables 1-5: 

- - Table 1 

.Primers for PCR „f ,h. Mpp, ,|,.|., eK.,n „r 
"^^"^E Light chai- VI. . .arlv l,.»H,.. ^. ( B^, 

-22 -21 -20 -19 -18 

-.0. s . e.c „c .cc ™ 0.C ..o .00 oxc 2 

GE2 0 0 5' AT CAC AGA^TCT CTC ACC 
lSEQ_ip_jjOj__10)^ 
GE2 02 5 ' AT CAC 



FAMILY 



^^£A_TCT CTC ACC 
iSEQ_^D_NO^_jjj 

GE2 03 5' AT CAC AGA_TCT CTC ACC 
j{SEQ_^DJJ02_22J_ 

Light chain V L-^' primer ( R.iW i 



ATG AGG CTC CCT GCT CAG 3 ' 

ATG GAA (A/G)CC CCA GC{T/G) CAG 3' 



III III 103 

CTT 3 '^SEQ^I^D JJO: 



0-20. s. CO TOO AOO C.C C_OX«C TXT OAX ,C/X,XC CMO/C 



Table 2 

^^^S^mfoLPCRom, lan.bda liph, eh.,j^anaM»loa^^ 
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NAME 



Light chain Vl-earlv leader 5' (Bf \ IT) FAMILY 



-20 -19 -18 



-16 -15 



744 5' AT CAC AGA^ CTC ACC ATG (G/A)CC TG(G/C) TCC OCT CT 3^ 
1SEQ_ ID NO: 14) 

745 5' AT CAC AGA TGT CTC ACC ATG GCC TGG (A/G)CT C(T/C)G CT 3' 
1SEQ_ID^M3^^_15^ 

910 5' AT CAC AGAjrCT CTC ACC ATG GC (A/C) TGG A(T/C)C CCT CTC 3' 

(SEQ ID NO: 16) 



Light chain Vl-3' primer (Avr TT) 

110 109 108 107 106 105 104 
926 5' (AC) 10 CTT GGG CTG ACC TAG GAC GGT 3' iSEQ_IDJ^i7) 



Table 3 

Primers for PCR of the heavy rhain 
variable dom ains from 6G5 and fSF8 
Heavy cha in-earlv leaders 5' rSal I) 

















-20 


-1 




18 


-17 


-16 




-15 








MB1503 


5 ' 


GCG 


ACT 


AAG 


TGG 


ACC 


ATG 


GAC 


TGG 


ACC 


TGG 




3 ' 


(SEQ 


ID 


NO: 


18) 1 


MB1502 


5 ' 


GCG 


ACT 


AAG 


_TCG 


ACC 


ATG 


AAA 


CAC 


CTG 


TGG 




3 ' 


(SEQ 


ID 


NO : 


19) 2,4 


GE207 


5 ' 


GCG 


ACT 


AAG 


TCG 


ACC 


ATG 


GAG 


TTT 


GGG 


CTG 


AGC 


3 ' 


(SEQ 


ID 


NO : 


20) 3 


GE208 


5 ' 


GCG 


ACT 


AAG 


TGG 


ACC 


ATG 


GGG 


TCA 


ACC 


GCC 


ATC 


3 ' 


(SEQ 


ID 


NO : 


21) 5 


GE209 


5 ' 


GCG 


ACT 


AAG 


TCG 


ACC 


ATG 


TCT 


GTC 


TCC 


TTC 


CTC 


3 ' 


_(SEQ_ 


ID 


NO : 


22) 6 



Heavy ch ain-3' primer (Nhe n 

120 119 118 117 116 115 114 113 i 
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GE2 4 4 5' GC CAG GGG GAA 

iSEQ_II3jro^_^2JJ_ 
GE210 5' 

MB 15 3 3 5 ' 



GAC CGA TGG GCC CTT GOT GCT_AGC TGA GGA GAC GG 3 ■ 
GA TGG GCG CTT GGT GCI^AGC TGA GGA GAC GG 3 ' 



GGT GCT AGO TGA GGA GAC GGT 
109 108 107 106 105 104 103 101 100 99 
GAC CAG GAC TCC CTG GCC CCA GAA GCC TAG 3 ' ISE^^? 



Sp6 primer 

M13 (-40) Forward 
Primer 

T7 Promoter 
Primer 

GE 108 Primer 

377 Primer 

607 PRIMER 
2 66 PRIMER 
268 PRIMER 
876 PRIMER 
92 8 PRIMER 



Table 4 
Sequencin^ ^ Primprc 

5' AT TTA GGT GAC ACT ATA 
5 ' GTT TTC CCA GTC ACG A 



j SEQ ID NO: 2 6 j_ 
(SEQ ID NO: 27) 



5 ' AT ATA CGA CTC ACT ATA GGG 
5 ' CCG TCA GAT CGC CTG GAG ACG CCA 3 
5 ■ GCA GTT CCA GAT TTC AAC TG 
5 ' CCA GGC CAC TGT CAC GGC TTC 
5 ' CAG AGC TGG GTA CGT CCT CA 
5' GCC CCC AGA GGT GCT CTT GG 
5' ACA CAG ACC CGT CGA CAT GG 
5 ' GCT CTC GGA GGT GCT CCT GG 



j SEQ ID N0: ^8J_ 



3 ' (SEQ ID 


NO : 


(SEQ ID NO: 


30) 


(SEQ ID NO 


: 31) 


(SEQ ID NO: 


32) 


(SEQ ID NO: 


33) 


(SEQ ID NO: 


34) 


(SEQ ID NO: 


35) 



Table 5 

PCR Primers Used for the Generation ^ GIvcosvlatinn 
of the Heavy Chain Varia hle Region nf SF« 

Sal I -20 -19 -18 -17 

MB 1650 5' AC\ GAP ^rr- a^-^ ^ -^^ 

CAC .C. _T^ACC ATG GAG TTT GGG CTG 3 ■ (SEQ _I_D_NO :_3^6 ^ 

Nhe I 

118 11- 116 115 114 113 112 111 110 
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MB 1651 5' CCC CTT GGT OCT AGC TGA GGA GAG GGT 3 ' (SEQ ID NO: 37) 



71 72 73 74 75 76 77 78 79 
MB 165 3 5' AGA GAG AAC GCC AAG AAC ACA CTG TTT 3 ' (SEQ ID NO: 38) 



79 78 77 76 75 74 73 72 71 
MB 16 54 5' AAA GAG TGT GTT CTT GGC GTT CTC TCT 3' (SEQ I D NO: 39) 
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